Abstract: Cryptococcus neoformans is a common environmental saprophyte and human fungal pathogen that primarily causes disease in immunocompromised individuals. Similar to many environmentally acquired human fungal pathogens, C. neoformans initiates infection in the lungs. However, the main driver of mortality is invasive cryptococcosis leading to fungal meningitis. After C. neoformans gains a foothold in the lungs, a critical early step in invasion is transversal of the respiratory epithelium. In this review, we summarize current knowledge relating to pulmonary escape. We focus on fungal factors that allow C. neoformans to disseminate from the lungs via intracellular and extracellular routes.
Introduction
The lungs present a mucosal barrier that is in constant contact with airborne microbes, including fungi. In fact, it is estimated that every breath contains 1-10 fungal spores [1] . Many human fungal pathogens, such as Cryptococcus neoformans, Aspergilllus spp., Coccidiodes immitis, Blastomyces dermatitis, and Histoplasma capsulatum, initiate infection via inhalation [2] . The lung mucosa can prevent these fungi from invading deeper tissues, where they can cause more harm and become increasingly difficult to treat [2] [3] [4] . Thus, it is paramount for the host to maintain proper barrier function and immunosurveillance in order to prevent the invasion of potentially harmful microbes [5] . Respiratory epithelial cells and the tight junctions that bridge them form a physical barrier against microbial invasion [6] . The lung epithelium also plays a constitutive role in regulating microbial load through mechanisms such as secretion of antimicrobial defensins and mucociliary clearance [6] . Both resident professional immune cells and epithelial cells are capable of sensing and coordinating immune responses to microbes [7] .
One prevalent human fungal pathogen that begins its infectious lifestyle in the lungs is Cryptococcus neoformans. C. neoformans is globally distributed and extremely common in the environment, where it is frequently associated with trees and bird guano [8] . C. neoformans and its sibling species, Cryptococcus gattii, are the primary cause of fungal meningitis worldwide [4, 9] . C. neoformans primarily infects individuals with a low CD4 + T cell count [4] , particularly patients with AIDS; C. gattii is more likely to infect immunocompetent individuals [10, 11] .
Infections begin via inhalation of desiccated C. neoformans cells or spores [12, 13] . Human exposure to C. neoformans is predicted to be near universal, first occurring in early childhood [14] . In immunocompromised patients, C. neoformans may be completely cleared by the immune system, or persist asymptomatically for indefinite periods of time within granulomas [15, 16] . C. neoformans is capable of operating as a facultative intracellular pathogen, and as such control of C. neoformans is reliant on robust cell-mediated immunity, characterized broadly by a T-helper 1 (Th1) profile [17] . This includes production of cytokines such as interleukin 12 (IL-12), interferon gamma (IFNγ), tumor necrosis factor alpha (TNFα), and classically activated, or M1, skewing monocytes/macrophages [17] . T-helper 2 (Th2) associated responses, such as production of interleukin 33 (IL-33), (interleukin 13) IL-13, (interleukin 4) IL-4 cytokines, and eosinophilia, are generally considered to be detrimental [17] . Much effort is directed at working out the distinct mechanisms governing immunity to C. neoformans and the feasibility of vaccine development [17, 18] .
In immunocompromised individuals, either persistent or newly acquired C. neoformans can proliferate within the lungs and disseminate to basically any organ in the body. C. neoformans shows a particular predilection for the CNS, and is able to cross the blood-brain barrier to cause devastating meningitis. Cryptococcal meningitis causes approximately 15% of AIDS deaths annually [4] . Treatment is especially difficult because the central nervous system (CNS) stage of disease is both the presenting illness and the driver of mortality [9] .
Although cryptococcal pneumonia does account for a potentially underdiagnosed disease burden [19, 20] , the most life-threatening presentation is cryptococcal meningitis [4] . Before C. neoformans can invade deeper tissues of the host, such as the CNS, it must first escape from the lungs. Additionally, the state of C. neoformans exiting the lungs can influence later stages in dissemination, such as transversal of the blood-brain barrier [21] . In this review, we explore processes leading to C. neoformans's escape from the lungs and dissemination throughout the host.
Routes of Escape
There are two main routes by which C. neoformans is predicted to escape the lungs and invade deeper tissues (Figure 1 ). The first is an intracellular route within macrophages or other phagocytes migrating out from the lungs, known as the "Trojan horse" mechanism [21, 22] . The second is the escape of extracellular C. neoformans cells. This could occur via transcytosis, when fungal cells pass directly through respiratory epithelial cells [23] . It could also occur after tissue damage allows for the passage of C. neoformans cells between epithelial cells, a process we will refer to as paracellular crossing [23] .
Intracellular Escape
Among the first professional immune cells that C. neoformans encounters are resident alveolar macrophages and dendritic cells [24] . Interactions of C. neoformans with these patrolling phagocytic cells is key in determining the outcome of infection. Properly activated macrophages can be proficient at ingesting and destroying C. neoformans cells [25, 26] . However, C. neoformans has a suite of traits that allow it to survive phagocytosis by macrophages and even proliferate within and escape from the phagolysosome. Additionally, macrophages could facilitate C. neoformans dissemination from the lungs and even transversal of the blood-brain barrier [22, 27] . In order to use macrophages as a route of escape, C. neoformans must accomplish three important tasks: (1) entering the macrophage (phagocytosis), (2) surviving within the macrophage, and (3) escaping from the macrophage once outside the lung.
Phagocytosis
The first point, entrance into a macrophage or other phagocyte, seems straightforward: phagocytosis is a primary task for macrophages. However, C. neoformans is able to evade phagocytosis, particularly when it has not been opsonized by antibodies or complement [28] . Since many cryptococcosis patients are immunocompromised, the host antibody response could well be delayed, allowing for a period of fungal cell growth and/or formation of Titan cells (see Section 3.1) in the lungs. Experiments in zebrafish found that most C. neoformans cells are found outside macrophages at 2 h post-inoculation (hpi) but that almost >50% of fungal cells were found within macrophages at 24 hpi [29] . C. neoformans can escape from macrophages at unknown stages in dissemination via nonlytic exocytosis, or vomocytosis. Here, we show vomocytosis occurring within an alveolar-associated capillary, but it could potentially take place at multiple sites within the body, including the blood-brain barrier. (5) Extracellular escape: C. neoformans also has the potential to escape the lungs independent of macrophages. After adhering to the respiratory epithelium, C. neoformans may cross through epithelial cells in a process called transcytosis. Lysis of epithelial cells and/or disruption of epithelial cell tight junctions could allow for C. neoformans to cross in between epithelial cells (paracellular crossing). Blood-borne extracellular C. neoformans must adapt to alkaline physiological pH (pH 7.3).
Phagocytosis evasion, sometimes called anti-phagocytosis, is heavily influenced by C. neoformans's polysaccharide capsule, which cloaks the highly immunogenic cell wall. By mass, the capsule is comprised of~90% glucuronoxylomannan (GXM),~9-10% galactoxylomannan (GXMGal), and~1% mannoproteins [30] [31] [32] . Unopsonized cells are rarely phagocytosed [28] :~1% of RAW264.1 cells will associate with a cryptococcal cell in in vitro experiments [33] . When opsonized, that number increases to >20% [34] . Fungal cells without cell surface capsule are rapidly phagocytosed and destroyed [28] . In vivo imaging found that C. neoformans cells that were not phagocytosed 24 hpi had larger capsules than those that were phagocytosed [29] .
GXM that is unattached to the fungal cell surface, or exo-GXM, is also known to accumulate in macrophages [35] . Since GXM inhibits a variety of phagocyte functions [36] , accumulation of exo-GXM could serve as a method for suppressing macrophage activity during cryptococcal disease.
Phagocytosis evasion also functions independently from the cryptococcal cell capsule [33, 37, 38] . App1, a secreted protein involved in phagocytosis evasion by opsonized cells [38] binds to complement receptors CR2 and CR3, which can also serve as opsonins [39] . The molecular mechanisms underlying phagocytosis evasion by unopsonized cells are poorly understood, but likely involve multilayer transcriptional networks controlled by the master regulator Gat201 [33, 37] .
Intracellular Survival
Once C. neoformans has been phagocytosed, it must survive and replicate intracellularly. An important trait is C. neoformans's ability to survive low pH environments [40] . This ability likely results from one of C. neoformans's environmental niches: bird guano is acidic and rich in nitrogen. C. neoformans replicates more rapidly within tissue culture macrophages than in tissue culture medium itself [41] , and is capable of lysing macrophages from within [24] . Phagolysosomes containing C. neoformans cells show an initial pH decrease to pH 4.7, which then increases to pH 5.3 [42] . A second recent report also indicates that the phagolysosome is not fully acidified [43] , indicating some disruption to the phagolysosome. However, it appears to be more acidic than commonly seen when macrophages are infected with other pathogens that prevent full maturation of the phagolysosome, such as Legionella pneumophila [44] . This strategy of surviving low pH, rather than completely blocking acidification of the phagolysosome, could help maintain C. neoformans's access to iron, as iron is bound to transferrin at neutral pH and cannot be utilized by invading microbes [42, 45] . Additional evidence supporting the importance of C. neoformans's affinity for low pH environments comes in the form of a secreted phospholipid modifying enzyme, phospholipase B1 (Plb1). Plb1 can be anchored to the cell wall or secreted into the extracellular milieu, and has an optimal activity in the acidic pH ranges of the phagosome [46] [47] [48] . Plb1 promotes survival in macrophages, and is required for efficient dissemination from the lungs [49, 50] .
Evaluation of phagosomal markers indicates that C. neoformans-containing phagosomes do undergo initial maturation. The early endosomal and phagosomal marker Rab5, which recruits later phagosome and phagolysosome proteins, is indeed found on C. neoformans-containing phagosomes. Rab5 and Rab11 rapidly disappear (<15 min) from these compartments in C. neoformans-infected cells compared to cells containing heat killed C. neoformans, in which Rab5 and Rab11 associate with the phagosome for longer than 120 min [43] . C. neoformans-containing phagosomes show increased permeabilization early in the maturation process [51] [52] [53] .
The cell surface capsule is also necessary for cryptococcal cell survival following phagocytosis, as acapsular cells cannot replicate inside macrophages [24] . Some of this could be due to reactive oxygen and nitrogen species released by the host, as capsule protects against these insults [54] . However, the reactive oxygen burst produced by macrophages is weaker than the neutrophil burst [55] . Powerful microscopy work in the zebrafish model of cryptococcosis actually found that, following phagocytosis by macrophages, the size of the cell surface capsule decreases [29] . In addition, C. neoformans cells replicating within the phagolysosome release GXM that accumulates within cytoplasmic vesicles [51] . Since our work suggests that cell surface capsule size and unattached, or exo-GXM, is inversely correlated, exo-GXM could also play a role in C. neoformans survival within macrophages [56] .
Cryptococcal survival within macrophages also depends on the macrophage's activation state. C. neoformans can induce a Th2 immune response in the lungs [57] . This response is correlated with disease progression: a Th2 response, with induction of type 2 cytokines, correlates with a pulmonary infection [58, 59] . In contrast, when a Th1 response is encouraged by infecting mice with a C. neoformans strain expressing the type 1 cytokine IFNγ, mice are protected against further infection and macrophages show an M1 polarization pattern [60] . Since C. neoformans cells are less efficiently killed by M2 than M1 polarized macrophages [25, 26] , controlling macrophage activation state could be a powerful strategy to promote fungal survival. Evidence suggests that a number of fungal factors, including urease [58, 59] and the Hsp70 family protein Ssa1 [61] promote M2 polarization in macrophages.
Escape from Macrophages
C. neoformans can escape from macrophages through a nonlytic process called vomocytosis [62] . This escape ability is critical for the Trojan horse hypothesis of cryptococcal dissemination.
After phagocytosis, C. neoformans is engulfed in the phagosome. To escape, C. neoformans first permeabilizes the phagosome by an unknown mechanism [51, 52] . Next, actin rapidly and transiently polymerizes in a cage-like structure around the phagosome [52] . Finally, the C. neoformans cell exits the macrophage. The actin nucleator proteins Arp2/3 are necessary for the rapid formation of the actin cage-like structures [52] . These cages might be a post-phagosome permeabilization attempt by the macrophage to inhibit C. neoformans cells' escape, as inhibiting actin polymerization increases vomocytosis. Vomocytosis is also regulated by the mitogen-activated protein kinase (MAP kinase), extracellular-signal-regulated kinase 5 (ERK5), and pharmacological inhibition of ERK5 increases vomocytosis [63] . As vomocytosis increases, dissemination decreases, suggesting that there is a balance between too rapid an escape and spread to distal sites within the host [63] .
C. neoformans cells can also transfer laterally between macrophages, lyse macrophages, and escape when a macrophage divides or fuses with another macrophage. These processes are all poorly understood, but are reviewed in [64, 65] .
Extracellular Escape
Another potential, but not mutually exclusive route of escape for C. neoformans, is the transversal of fungal cells across the lung mucosa and into the blood-stream or lymphatics. To accomplish this, C. neoformans cells need to subvert the barrier function of epithelial cells separating them from the pulmonary interstitial space and vasculature. This can be achieved through either tissue damage and paracellular crossing, or transcytosis across respiratory epithelial cells. In vitro characterization of C. neoformans with the A549 human alveolar cell line has demonstrated that C. neoformans can adhere to, enter, and also damage lung epithelial cells [23, [66] [67] [68] [69] [70] .
Multiple factors have been implicated in the ability of C. neoformans to adhere to respiratory epithelial cells, which requires interacting surface features of both C. neoformans and the epithelial cells. On the fungal side, adherence is likely mediated by capsule GXM, which binds to CD14 on epithelial cells [67, 68] . This interaction can also result in the internalization of C. neoformans and epithelial cell lysis [67] . Live C. neoformans cells display increased adherence over dead C. neoformans cells, and only live cells induce epithelial cell lysis, indicating that C. neoformans plays an active role in entry [67, 70] . The mannoprotein MP84 is also implicated in playing a role in the adherence of poorly encapsulated C. neoformans cells [69] . MP84 is a component of the capsule, but purified MP84 cannot competitively inhibit adherence of encapsulated C. neoformans, suggesting that GXM and MP84 engage epithelial cells via separate mechanisms [69] .
In addition to its important role in interacting with macrophages, phospholipase B1 (Plb1) is implicated in promoting adhesion to A549 lung epithelial cells [70] . Although the precise mechanism is not yet determined, the phospholipase B function, and not the lysophospholipase, or lysophospholipase transacylase functions of the multifunctional Plb1 enzyme is suggested to be most important for promoting adherence [70] .
Little is known about how C. neoformans might enter and transverse respiratory epithelial cells after adhesion, a process known as transcytosis [66, 67] . Transcytosis also occurs when C. neoformans cells cross the blood-brain barrier [21] . However, the frequency and relevance of respiratory epithelial cell transcytosis during infection is unclear. If transcytosis of the lung epithelium does occur, one host factor that could play a role is annexin A2 (ANXA2). ANXA2 is a membrane binding protein that facilitates membrane fusion, and is thus important for vesicle trafficking and other related processes. ANXA2 is critical for both transcytosis of the brain endothelium and non-lytic exocytosis from macrophages [71] [72] [73] . Thus, it is possible that ANXA2 also mediates transcytosis of the lung epithelium. Another candidate protein that could facilitate transcytosis is EphA2. This tyrosine kinase receptor is necessary for C. neoformans cells' ability to cross the blood-brain barrier [74] and the EPHA2 gene is expressed in lung tissue [75] .
Respiratory epithelial cells are also capable of recognizing potential pathogens and initiating innate immune responses through the early production of cytokines and chemokines [7] . C. neoformans interactions with epithelial cells in vitro results in the secretion of the chemokines IL-8 and CXCL1, which recruit monocyte and neutrophils, and could provide an early signal for host-defense [7, 68, 76, 77] . However, a recent in vivo study of pulmonary cryptococcosis shows that C. neoformans can induce potent IL-33 production from the lung epithelia, promoting non-protective Th2 responses [78] . Additionally, IL-33 production leads to a decrease in tight junction E-cadherin, which could disrupt intracellular barrier function and provide a potential paracellular route of escape for C. neoformans [78] . More work is required to determine the mechanisms by which inflammatory signals from the lung epithelium mediate containment or escape of pulmonary C. neoformans.
Examples of Fungal Factors Influencing Pulmonary Escape
In the following sections, we highlight selected fungal factors that are particularly important for disease progression and escaping the lungs.
Cell Morphology
After inhalation, C. neoformans is capable of dramatically enlarging its size via two main mechanisms that ward against early clearance by the immune system: (1) C. neoformans produces a polysaccharide surface capsule that can double the 5-10 µm diameter of a typical haploid yeast cell grown in vitro [32] . The production of surface capsule is critical for all stages of virulence, as acapsular variants are quickly cleared after murine inoculation [79, 80] and are rarely seen in human patients [81] . The mechanisms governing capsule synthesis have been extensively reviewed elsewhere [30] [31] [32] ; and (2) C. neoformans increases its cell body size, producing enormous Titan cells that measure up to 100 µm in diameter in extreme cases [82] [83] [84] [85] [86] .
Titan cell formation is regulated by multiple environmental signals, including stimulation by mating pheromone [85] and host phospholipids [87] , and signal transduction through G-coupled protein receptors [88] . The G-protein coupled receptors Gpr4 and Gpr5 are especially important, as deletion of both gpr4 and gpr5, (gpr4∆/gpr5∆) results in a severe deficiency in Titan cell formation [88, 89] . The protein kinase A pathway also plays a role in regulating Titan cell formation through the pleiotropic, pH responsive transcription factor Rim101, since rim101∆ cells are severely deficient for Titan cell formation [90, 91] . Titan cells exhibit thickened cell walls, and a denser capsule structure [82] [83] [84] [85] [86] , which may contribute to their increased resistance to oxidative and nitrosative stresses [85, 92] , therapeutic antifungals [92] , and phagocytosis [92, 93] . Some of the anti-phagocytic effect is due to the sheer size of Titan cells. However, the presence of Titan cells can also protect smaller cells from phagocytosis, so there are likely other mechanisms at work [93] .
Titan cells are polyploid, which is likely a mechanism to support their increased size [84, 85, 92] . Notably, Titan cells bud smaller haploid and aneuploid daughter cells, which can inherit some stress resistance from their mothers, demonstrating how Titan cells could support population level adaptation to host stresses [84, 92] .
Titan cells are implicated in establishing infection and progressing disease within the lungs. The Titan cell-deficient gpr4∆/gpr5∆ mutant displays decreased virulence, reduced lung proliferation, and greatly reduced dissemination to the spleen and brain of infected mice [88, 89] . Increased Titan cell formation is associated with detrimental lung eopsinohilia and general Th2 immune skewing [89] . In addition, C57BL/6 mice, which are prone to respond to C. neoformans with a strong Th2 profile, have more Titan cells in their lungs than CD1 mice, which trend towards Th1 immune responses [94] . The precise casual relationships behind these associations will require additional studies, although greater Th2 activation could be related to increased chitin content in Titan cell walls [95] .
Median cell and capsule sizes vary by infected tissue [56, 96, 97] . Titan cells are rarely observed outside of the lungs, and cells found in the brain typically display smaller median cell diameter and capsule thickness than those in the lungs, suggesting that cell size could influence proclivity for dissemination [56, 96, 98] . We recently reported that median cell and capsule size decrease proportionally over time in the lungs of intranasally inoculated C57BL/6 mice, from around 30 µm early after inoculation, to approximately 10 µm late in infection [56] . Fungal proliferation in the lungs and the emergence of small cells coincided with extrapulmonary dissemination. Additionally, a mutant strain (liv7∆) that exhibited a slower transition to smaller median cell size also disseminated at a reduced rate [56] . Importantly, both wild-type and liv7∆ cells showed equivalent lung fungal burden and cell size early after inoculation, indicating that the differences in dissemination were more likely due to altered disease progression than disease initiation [56] .
As mentioned previously, phospholipaseB1 (Plb1) deficiency results in increased uptake by macrophages, reduced intracellular proliferation, and reduced dissemination [49, 50] . Interestingly, C. neoformans cells lacking Plb1 (plb1∆) form Titan cells at a greater rate than wild-type cells in vivo. plb1∆ cells even undergo Titan cell formation after phagocytosis by macrophages, although the latter phenomenon has not been directly observed in vivo [49] . These observations could contribute to the plb1∆ mutant's poorer ability to disseminate from the lungs [49, 50] .
Dynamic changes in cell and capsule size are likely important features of establishing and progressing infection within the lungs. Robust escape from the lungs possibly involves balancing the proportion of larger cells, which provide protection and resiliency in the lungs, with smaller cells more capable of dissemination.
Age
The aging of C. neoformans cells within the lungs is a source of phenotypic variation that potentially enhances extrapulmonary dissemination [99] . C. neoformans aging can be categorized as chronological aging or replicative aging. Chronological age refers to the cumulative lifespan of a cell. Replicative age refers to the number of times a cell has divided. Similar to Titan cells, C. neoformans cells of increased replicative age are more resistant to clearance by the host, and thus may serve as a reservoir for fungal persistence, although older C. neoformans likely disseminate at a greater frequency than Titans [99] . Unlike the model yeast Saccharomyces cerevisiae, the C. neoformans cell wall strengthens with replicative age, making them more resistant to a variety of stresses, including oxidative stress and therapeutic antifungals [100] [101] [102] . Additionally, replicative aging results in a proportional increase in both cell size and capsule [101, 102] , consistent with cell cycle regulation of capsule growth [103] . The increase in size also increases resistance to phagocytosis by macrophages [101, 102] .
Recent developments in the field of C. neoformans aging have implicated the conserved histone deacetylase Sir2 as a regulator of replicative life-span (RLS) [104] . Deletion of the sir2 gene (sir2∆) results in pleiotropic changes to the transcriptome and shortens median RLS by 33%. The sir2∆ mutant is hypovirulent in the intranasal, but not the intravenous murine infection model. Notably, mice still succumb to intranasal infection with the sir2∆ mutant, but median time to death is considerably delayed, suggesting that Sir2 may be an important disease progression factor influencing dissemination [104] .
Melanin
In C. neoformans, melanin pigment is exported to the cell wall [105] , where it provides protection against ultraviolet radiation and oxidative damage [106, 107] . Melanin synthesis requires the enzyme laccase, and two adjacent laccase genes (lac1 and lac2) can be found within the C. neoformans genome [108] . Transcription of lac2 is significantly lower than lac1, and as such the greatest defects in melanization are seen when either lac1 or both lac1 and lac2 are disrupted [108] .
Multiple studies have suggested that melanin is more important for dissemination and CNS infection than pulmonary infectivity [33, 109, 110] . Laccase deficient strains are hypovirulent, causing delayed death in intranasally inoculated animals [110] , despite wild-type lung infectivity [109] . Reduced extrapulmonary fungal burden is observed after intranasal, but not intravenous inoculation with laccase deficient strains [109] . These data suggest that melanin plays an important role in dissemination from the lungs. Laccase activity of C. neoformans isolates from human patients correlate with high in vitro uptake by macrophages, increased in vivo and ex vivo survival in cerebrospinal fluid [111] . Thus, laccase could influence uptake and survival within macrophages, influencing intracellular dissemination.
A systematic gene deletion approach to identify C. neoformans genes involved in lung infectivity also did not identify lac1 or lac2 as being critical for early growth in the lungs [33] . In some cases, however, genes that reduced melanization also reduced lung infectivity. This leaves the possibility that melanin could play a role in lung infectivity in collaboration with redundant pathways [33] .
Phosphate Acquisition
Phosphate is critical for numerous cellular functions. In C. neoformans, one particular area of interest is phosphate incorporation into inositol pyrophosphates. These metabolites have pleiotropic roles in cell physiology, including regulation of carbon source utilization and virulence factors [112] [113] [114] . Recent work points to phosphate acquisition playing a critical role in extrapulmonary dissemination [115] . Loss of Pho4 (pho4∆), a transcription factor that regulates genes related to phosphate acquisition, results in sensitivity to both phosphate deprivation and alkaline pH [115, 116] . In a murine inhalation model, the pho4∆ mutant exhibits a modest defect in pulmonary proliferation, a much more significant defect in dissemination to the brain, and remains below the limit of detection in the blood-stream [115] . Furthermore, proliferation at physiological pH (pH 7.3), in serum, and in peripheral blood monocytes co-culture is markedly reduced. These observations indicate that phosphate acquisition and alkaline pH stress tolerance is important for escaping the lungs via an extracellular or intracellular route [115] .
The Rim101 pathway is also critical for responding to alkaline pH [91, 117] , but Pho4 and Rim101 seem to activate different gene networks [115] [116] [117] . Thus, Rim101 and Pho4 may respond to alkaline pH independently, with distinct effects on virulence [90, 115] . While the pho4∆ mutant is hypovirulent, it still produces wild-type levels of capsule and melanin in vitro [115] . In contrast, the rim101∆ mutant displays a severe capsule attachment defect [117] , but also a thickened cell wall that induces hyper-inflammatory pathology in the lungs [90, 118] .
Sphingolipids
Plasma membrane sphingolipids are involved in various cellular functions including signaling, lipid raft architecture, and general membrane stability [119] . Sphingolipids are antigenic, and can influence uptake of C. neoformans by macrophages [120, 121] , intracellular proliferation [122] , and overall virulence [123] .
A prominent example of a fungal sphingolipid regulating C. neoformans dissemination is the plasma membrane glycosphingolipid glucosylceramide (GlcCer). Glucosylceramide synthase, encoded by the gcs1 gene, is required for synthesis of GlcCer. The gcs1∆ mutant cannot grow at physiological pH, but can replicate within the acidic phagolysosome of macrophages, and is contained within lung granulomas upon intranasal inoculation of mice [121, 124] .
The inability of the gcs1∆ mutant to escape the lungs is likely due to important structural features of GlcCer itself. For instance, the smt1 gene encodes a sphingolipid C9 methyltransferase that is required for methylation of the GlcCer sphingosine backbone, a modification that distinguishes fungal GlcCer from mammalian GlcCer [125] . The smt1∆ mutant maintains a constant but contained presence in the lungs. Accumulation of de-methylated GlcCer and altered membrane organization of the smt1∆ mutant perhaps alter its ability to adapt to the host environment and progress disease [125] . In addition to the GlcCer methylation, the saturation state of position 8 of the GlcCer sphingosine backbone influences virulence. Deletion of the sld8 gene (sld8∆), which is required for desaturation of GlcCer at sphingosine backbone position C8, results in the accumulation of saturated GlcCer [126] . Similar to the smt1∆ mutant, the sld8∆ mutant displays a delayed growth defect in the lungs. The sld8∆ mutant also shows no detectable dissemination to the brain, despite canonical virulence factors remaining intact [126] . Increased membrane permeability of the sld8∆ mutant renders it more sensitive to stresses, and in contrast to the gcs1∆ mutant, reduces intracellular proliferation rates [126] .
While GlcCer appears to be overall more important for extracellular growth in the host at alkaline pH, inositol phosphosphingolipid biology seems to be critical for regulating intracellular growth at acidic pH [122, 127] . In C. neoformans, the isc1 gene encodes inositol phosphosphingolipid-phospholipase C1, an enzyme that breaks down inositol sphingolipids. The isc1∆ mutant grows poorly at acidic pH, likely due to improper oligomerization of the Pma1 proton pump at the plasma membrane [127] . The isc1∆ mutant is slightly attenuated for lung proliferation, but shows very poor dissemination to the brain [122] . Notably, depletion of macrophages rescues neuro-dissemination of the isc1∆ mutant. This indicates that isc1 is important for surviving interactions with macrophages, but, in their absence, dissemination of extracellular isc1∆ mutant cells remains possible [122] . Sphingolipid biology highlights the importance of the facultative intracellular lifestyle in C. neoformans virulence: disrupting sphingolipid biology to reduce either intracellular or extracellular growth severely hampers extrapulmonary dissemination.
Conclusions
C. neoformans cells' escape from the lungs is a critical transition from contained (pulmonary) cryptococcosis to advanced, disseminated disease. In the establishment disease phase, fungal cells must persist and replicate in the lungs. Mutants deficient in this stage will exhibit a complete or almost complete attenuation of disease. In contrast, mutants deficient in later stages, such as dissemination, will still cause pulmonary disease, and thus will have more subtle phenotypes. This framework was outlined for infections caused by the filamentous fungus Aspergillus fumigatus [128] , and is broadly applicable to additional fungal infections. Since cryptococcosis has distinct pulmonary and extra-pulmonary phases, identifying mutants deficient in different phases provides key insights into disease.
In this review, we emphasized fungal factors that influence escape from the lungs. As with any stage of pathogenesis, however, there is a balance between pathogen and host that determines the outcome of infection. In the case of C. neoformans, significantly weak or strong immune responses can result in disease [129] . The lungs are the initial site of infection, and the lung mucosa provides the first barrier against invasion, so the outcome of this interaction is critical in determining how immune responses develop and disease progresses [5] .
Future Directions
Both direct epithelial barrier transversal of extracellular C. neoformans cells and "Trojan horse"-mediated transversal are possible mechanisms for escaping the lungs. However, the relative frequency of extracellular and intracellular dissemination from the lungs is unknown, and most studies characterizing extracellular crossing were performed in vitro. Both the blood and lymph present possible routes for dissemination. Detecting intracellular and extracellular C. neoformans in blood and lymph at different stages of infection could provide a clearer picture of the state of C. neoformans exiting the lungs. In the case of the Trojan horse model, it is also important to characterize the host cells carrying C. neoformans. Which cell-subtypes are acting as Trojan horses, and what are their migratory patterns from the lungs?
Mice are the most widely used animal model to study disseminated cryptococcosis, and have been of great benefit to the field. However, there are key differences between cryptococcosis in mice and humans that are likely to influence our understanding of pulmonary escape moving forward. Many strains of ostensibly immunocompetent (albeit inbred) laboratory mice succumb to lethal infection with C. neoformans, especially when using highly virulent members of the H99 lineage [130] . This is in contrast to most cases of disseminated cryptococcosis in human patients, where there is usually a clear underlying immunodeficiency. In the case of C. neoformans, it is most commonly low CD4 + T cell count due to HIV/AIDS [4] . This is important because the immune status of the host has broad impacts on pathogenesis, and pulmonary escape could occur differently in immunosuppressed vs. immunocompetent hosts. For example, reconstitution of B cells protects T and B cell deficient Rag1 −/− mice against CNS dissemination, but not pulmonary fungal proliferation [131] . This is likely an important observation for human patients, such as T cell deficient HIV/AIDS patients, and even HIV negative patients with various B cell deficiencies [132] . Indeed, HIV negative cryptococcosis patients have fewer B cells that uninfected control patients [132] . Immunodeficiencies can also lead to imbalances that cause normally protective responses to overcompensate and lead to inflammatory mediated damage. Despite reduced lung eosinophil recruitment, Th2 lymphocyte deficient STAT6 −/− mice reach endpoints more quickly than wild-type C57BL6/J mice, likely due to over compensatory neutrophil recruitment and excessive pulmonary inflammation [133] . Expanding the repertoire of cryptococcosis in immunodeficient mouse models is likely a powerful way to draw better parallels with the human lung environment leading to pulmonary escape.
Another feature of mouse models to consider is that commonly used strains of C. neoformans are able to progress directly from acute pulmonary infection to disseminated disease in laboratory mice, whereas, in humans, there is evidence supporting reactivation of persistent, asymptomatic C. neoformans in the lungs [16] . In contrast to mice, immunocompetent laboratory rats inoculated with C. neoformans maintain a persistent fungal burden for up to six months [15] . Steroid based immunosuppression leads C. neoformans proliferation and dissemination [15] . However, the genetic tools available for rats are lacking in comparison to mice. A reproducible mouse model of C. neoformans persistence, and reactivation post-immunosuppression would be of great benefit to the field. Such a model could potentially inform investigators of any differences in pulmonary escape following persistent versus acute infection.
